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Abstract

Background: Nitrogen dioxide (NO2) is an air pollutant associated with poor respiratory health, asthma
exacerbation, and an increased likelihood of inhalational allergies. NO2 is also produced endogenously in the lung
during acute inflammatory responses. NO2 can function as an adjuvant, allowing for allergic sensitization to an
innocuous inhaled antigen and the generation of an antigen-specific Th2 immune response manifesting in an
allergic asthma phenotype. As CD11c+ antigen presenting cells are considered critical for naïve T cell activation, we
investigated the role of CD11c+ cells in NO2-promoted allergic sensitization.

Methods: We systemically depleted CD11c+ cells from transgenic mice expressing a simian diphtheria toxin (DT)
receptor under of control of the CD11c promoter by administration of DT. Mice were then exposed to 15 ppm
NO2 followed by aerosolized ovalbumin to promote allergic sensitization to ovalbumin and were studied after
subsequent inhaled ovalbumin challenges for manifestation of allergic airway disease. In addition, pulmonary
CD11c+ cells from wildtype mice were studied after exposure to NO2 and ovalbumin for cellular phenotype by
flow cytometry and in vitro cytokine production.

Results: Transient depletion of CD11c+ cells during sensitization attenuated airway eosinophilia during allergen
challenge and reduced Th2 and Th17 cytokine production. Lung CD11c+ cells from wildtype mice exhibited a
significant increase in MHCII, CD40, and OX40L expression 2 hours following NO2 exposure. By 48 hours,
CD11c+MHCII+ DCs within the mediastinal lymph node (MLN) expressed maturation markers, including CD80,
CD86, and OX40L. CD11c+CD11b- and CD11c+CD11b+ pulmonary cells exposed to NO2 in vivo increased uptake of
antigen 2 hours post exposure, with increased ova-Alexa 647+ CD11c+MHCII+ DCs present in MLN from NO2-
exposed mice by 48 hours. Co-cultures of ova-specific CD4+ T cells from naïve mice and CD11c+ pulmonary cells
from NO2-exposed mice produced IL-1, IL-12p70, and IL-6 in vitro and augmented antigen-induced IL-5 production.

Conclusions: CD11c+ cells are critical for NO2-promoted allergic sensitization. NO2 exposure causes pulmonary
CD11c+ cells to acquire a phenotype capable of increased antigen uptake, migration to the draining lymph node,
expression of MHCII and co-stimulatory molecules required to activate naïve T cells, and secretion of polarizing
cytokines to shape a Th2/Th17 response.

Background
The prevalence of allergic asthma has risen steadily in
recent decades, making the disease a primary public
health concern [1]. Potential explanations for the
increase include reduced exposure to infectious agents

during childhood, dietary changes, and exposure to
environmental pollutants. Allergic asthma is caused pri-
marily by an inappropriate CD4+ Th2 response, which
results in symptoms mediated by Th2 cytokines, includ-
ing IL-13 provoking airways hyperresponsiveness and
mucus production, IL-4 promoting the production of
antigen specific IgE, and IL-5 inducing eosinophilia [2].
Recent evidence suggests that Th17 cells secreting IL-17
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are associated with a severe [3], steroid-resistant [4]
form of allergic asthma. However, the underlying
mechanisms that initiate the aberrant T cell response in
allergic asthma are still not well understood (reviewed
in [5]). Our lab has shown that inhalation of the gaseous
air pollutant and endogenously-generated reactant nitro-
gen dioxide (NO2) is capable of acting as an adjuvant,
promoting allergic sensitization to the innocuous pro-
tein ovalbumin (ova) in a novel mouse model [6]. This
model is physiologically relevant as antigen sensitization
occurs via inhalation, as would typically occur in
humans and does not require an additional adjuvant [7].
NO2 has also been correlated with poor respiratory
health [8], exacerbating existing asthma in animal mod-
els [9] and in human subjects [10], as well as with an
increased likelihood of inhalational allergies [11] and
developing asthma in human studies [12].
Pulmonary antigen-presenting cells, especially dendri-

tic cells (DCs), express the surface marker CD11c [13]
and have a potent ability to induce the proliferation and
activation of naïve T cells and to secrete inflammatory
and T-helper cell polarizing cytokines [14-16]. CD11c+

cells are critical for initiating and shaping the antigen-
specific adaptive immune response and are critical
during the reactivation of CD4+ T cells in vivo [17].
CD11c+ DCs are capable of these activities because they
possess multiple unique characteristics. First, DCs are
strategically located beneath the airway epithelium and
continually take up antigen under steady-state condi-
tions [15]. Second, DCs can undergo maturation upon
exposure to inflammatory stimuli and travel to draining
lymph nodes, presenting antigens in the context of both
MHCI and MHCII. Finally, DCs express co-stimulatory
molecules and secrete polarizing cytokines necessary to
initiate and shape the T cell mediated immune response
[16,18]. However, defining DCs via surface marker
expression remains complicated, especially in non-lym-
phoid tissues such as the lung, due to the number of
different methods described in the literature and the
shared cell surface markers expressed by several cell
subsets. The myeloid DC subset is attributed with T cell
stimulatory capacity, having the ability to induce Th1,
Th2, or Th17 type responses [19], as well as non-inflam-
matory T regulatory (Treg) responses [20]. Myeloid DCs
in the lung have been defined as CD11c+CD11b+

[19,21], CD11c+MHCII+ [22], or CD11c+ alone or in
combination with low FITC auto-fluorescence [23,24].
This variation is further complicated by the overlap of
markers with multiple other cell types, the most promi-
nent of which in the lung is CD11c+ macrophages [21].
Plasmacytoid DCs (pDCs) are also present within the
lung [25] and have been shown to exert an anti-inflam-
matory role, decreasing both the ability of mDCs to gen-
erate effector T cells as well as inducing Treg cell

proliferation [26]. This pDC population expresses B220
(CD45RB) as well as low levels of Gr-1, making them
more difficult to delineate from B cells and granulocytes
than myeloid DCs [18]. Recently, another population of
dendritic cells called inflammatory DCs has been
described (CD11b+Gr-1loF4/80lo), which traffic from the
blood to sites of inflammation, upregulate CD11c upon
arrival in the tissue, and acquire the DC characteristics
of migration to the draining lymph node and induction
of T cell proliferation [22,27].
DCs are capable of skewing the T helper cell response

through their ability to express distinct patterns of co-
stimulatory molecules as well as to produce cytokines
that create an environment for differential T cell polari-
zation [19]. Expression of the co-stimulatory molecules
CD86 and OX40L have been shown to promote naïve
CD4+ T cells to develop a Th2 phenotype [19,28,29].
Importantly, OX40L-deficient mice are protected from
allergic sensitization and Th2 mediated inflammation,
indicating that OX40L plays a critical role in the genera-
tion of Th2 immune responses [29]. DCs also regulate
Th2 cell differentiation and expansion by producing IL-
6 [30,31]. Th17 cells may also be induced by DC pro-
duction of IL-6 in combination with TGFb or IL-23
[30,32,33], or by IL-1b alone [34], while IL-12 alone
promotes a Th1 response [35]. Thus, activated DCs as a
cellular source of co-stimulatory molecules and polariz-
ing cytokines function as important regulators of CD4+

mediated T cell responses.
Since activation of pathogenic CD4+ Th2 cells is

believed to be dependent on CD11c+ DCs [36], we
tested whether CD11c+ cells are necessary for NO2-
promoted allergic sensitization. We used transgenic
mice in which CD11c+ cells can be temporarily depleted
due to the incorporation of a transgene encoding a
simian Diphtheria Toxin Receptor (DTR) and Green
Fluorescent Protein (GFP) fusion protein under the con-
trol of the murine CD11c promoter (CD11c-DTR mice)
[37,38]. As murine cells lack the DT receptor [17] and
only CD11c+ cells in CD11c-DTR Tg+ mice express the
DT receptor, administration of DT to these mice results
in inducible ablation of 90% of CD11c+ cells within the
mouse lasting for approximately 48 hours [38]. Using
CD11c-DTR mice, it has been demonstrated in models
of allergic asthma that CD11c+ DCs are important dur-
ing allergic sensitization induced by the i.p. injection of
ova in combination with the adjuvant Alum [22] and
are also critical during allergen challenge [17]. Impor-
tantly, the use of these mice to assess the role of
CD11c+ cells during allergic sensitization via inhalation,
and in response to NO2, is so far unpublished.
In these studies, we demonstrate that when CD11c+ cells

were depleted during sensitization, mice exhibited less
inflammation within the lung following allergen challenge
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and displayed a significantly impaired capacity for CD4+ T
cells to secrete Th2 and Th17 cytokines in vitro, implying
that CD11c+ cells are critical during NO2-promoted aller-
gic sensitization. Furthermore, flow cytometric analyses of
CD11c+ cell populations within the lung and draining
lymph node revealed that NO2 increased MHCII and cost-
imulatory molecule expression in a temporally-orche-
strated fashion. Finally, CD11c+ pulmonary cells exposed
to NO2 increased antigen capture of ova-Alexa 647, pro-
duced significant amounts of IL-1a, IL-1b, IL-12p70, and
IL-6 compared to air controls, and augmented the produc-
tion of IL-5 by CD4+ T cells in vitro. These results suggest
a critical function for pulmonary CD11c+ cells during
NO2-promoted allergic sensitization, including augmented
pulmonary CD11c+ cell recruitment and an improved abil-
ity to uptake and present antigen, provide co-stimulation,
and secrete polarizing cytokines that initiate and shape a
Th2/Th17-biased immune response. Comprehending the
mechanisms underlying NO2-promoted allergic sensitiza-
tion provides insight into the potential for common envir-
onmental pollutants to affect the development of
increasingly prevalent pulmonary disorders, such as aller-
gic asthma.

Methods
Mice
C57BL/6 mice were purchased from the Jackson Labora-
tory and used in experiments and as antigen presenting
cell donors. OTII TCR transgenic mice on the C57BL/6
background were purchased from the Jackson Labora-
tory and bred at the University of Vermont as a source
of CD4 T cells responsive to the peptide ova323-339, an
immunodominant MHCII antigenic epitope from the
protein ovalbumin [39]. CD11c-DTR-EGFP (CD11c-
DTR) transgenic mice were purchased from Jackson
Laboratories (Bar Harbor, ME) (B6.FVB-Tg(Itgax-DTR/
EGFP)57Lan/J). The CD11c-DTR mice were generated
with a transgene insert containing the Itgax (CD11c)
promoter driving expression of a fusion protein contain-
ing the diphtheria toxin receptor (DTR) and the
enhanced green fluorescent protein (GFP). The CD11c-
DTR transgenic and transgene-negative littermates used
in these studies were bred and raised at the University
of Vermont. Eight- to fifteen-week old female mice,
weighing approximately 20-25 g, were used for all stu-
dies. Mice were euthanized by a lethal dose (150 mg/kg)
of pentobarbital (Nembutal, Ovation Pharmaceuticals
Inc., Deerfield, IL) via intraperitoneal (i.p.) injection. All
experiments were conducted following the guidelines
and under the approval of the University of Vermont’s
Institutional Animal Care and Use Committee. The
mice were housed in a facility accredited by the Ameri-
can Association for the Accreditation of Laboratory
Animal Care.

In vivo NO2 and ovalbumin exposures
1000 ppm nitrogen dioxide with a nitrogen balance (Air-
Gas, Salem, NH) was diluted to 15 ppm with HEPA-fil-
tered room air in a specially designed glass chamber
(Specialty Glass, Inc., Rosharon, TX) within a fume hood.
As needed, control mice were exposed to HEPA-filtered
room air in an identical chamber for the same duration
as NO2-exposed mice. A calibrated nitric oxide analyzer,
equipped with an NO2 thermal converter, was used to
measure NO2 in the gas phase, according to manufac-
turer’s instructions (EcoPhysics, Ann Arbor, MI). For stu-
dies in which exposure to ovalbumin was performed,
mice were exposed to aerosolized 3.4% ovalbumin (final
concentration 10 mg/ml) (Grade V, Sigma, St. Louis,
MO) in Dulbecco’s Phosphate-Buffered Saline (DPBS)
(CellGro, Manassas, VA) for 30 minutes immediately fol-
lowing exposure to either NO2 or air or during antigen
challenge. The contaminating endotoxin concentration in
the ovalbumin preparation used for inhalation was mea-
sured to be 1.5 ng/mg protein using a chromogenic
Limulus assay (GenScript, Piscataway, NJ).

NO2-promoted allergic sensitization model
Eight-week-old C57BL/6 female mice or eight to fifteen-
week-old male and female CD11c-DTR mice (Tg+ and
Tg-) were exposed to 15 ppm NO2 for 1 hour followed
by 30 minutes of aerosolized ova on day 0. This acute
pro-inflammatory concentration of NO2 was established
in a separate dose response study to be the minimum
sufficient to promote allergic sensitization using this
regimen. Mice were then challenged with aerosolized
ova on days 14, 15, and 16 and analyzed 48 hours later
(day 18). As previously described [6], mice exposed to
NO2 and saline during the sensitization phase do not
elicit allergic responses and were only included in lim-
ited numbers as controls to assure that in wildtype mice
the NO2/ova exposure regimen induced airway eosino-
philia, elevated levels of antigen-specific immunoglobu-
lins in the serum, and antigen-specific cytokine
production during restimulation of CD4+ T cells in vitro
compared to these controls.

Administration of diphtheria toxin
As dictated by the experiment, Tg+ and Tg- CD11c-
DTR mice were administered Diphtheria toxin (DT)
(Sigma, St. Louis, MO) or saline via i.p. injection 24
hours prior to either sensitization or flow cytometric
analyses for depletion of CD11c+ cells. A dose of 4 ng/g
of body weight was used at a concentration of 0.2 or
0.25 ng/μl.

Bronchoalveolar lavage (BAL)
Following euthanasia, BAL was collected by instilling
and recovering 1 ml of DPBS (CellGro, Manassas, VA)
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containing protease inhibitor cocktail (Sigma, St. Louis,
MO) into the lung via a tracheal cannula. Total and dif-
ferential cell counts were performed using the Advia
120 automated hematology analyzer system and cytos-
pins. For the cytospins, cells were centrifuged onto glass
slides at 800 rpm (RCF = 80 × g) and stained using the
Hema3 kit (Biochemical Sciences, Inc., Swedesboro, NJ),
with differential cell counts performed on at least 200
cells [40]. BALF supernatants were collected for protein
quantitation by Bradford assay (Bio-Rad, Hercules, CA)
and cytokine quantitation by Bio-Plex (Bio-Rad).

Ova-specific IgE and IgG1 quantification
Following euthanasia, approximately 300 μl of blood was
collected via cardiac puncture of the right ventricle
using a 26-gauge needle attached to a 1 ml syringe into
serum separator tubes (BD Biosciences, San Diego, CA).
The blood was centrifuged at 13,200 rpm and serum
was stored at -80°C. Ova-specific immunoglobulins were
quantified utilizing a two-step sandwich (capture)
ELISA. 96-well high-binding plates (Costar, Bethesda,
MD) were coated with 2 μg/ml anti-mouse IgE (BD
Pharmingen clone R35-72) or IgG1 (BD Pharmingen
clone A85-3) mAb in DPBS for 1 hour at RT. Plates
were washed with 0.05% Tween 20 (Fisher Scientific,
Pittsburgh, PA) in PBS, blocked for 1 hour with PBS/1%
BSA (Fischer Scientific), and serum samples were
diluted (1:10 for IgE, 1:1000 for IgG1) and added in
duplicate in PBS/1% BSA for 1 hour at RT. Plates were
washed and incubated with a 1:2500 dilution of digoxi-
genin-coupled ova (Roche, Madison, WI) in PBS/1%
BSA for 1 hour at RT. Plates were washed and incu-
bated with a 1:2000 dilution of anti-digoxigenin-Fab
coupled to peroxidase (Roche) in PBS/1% BSA for 30
minutes. Plates were washed, developed using reagents
from R&D Systems (Minneapolis, MN), stopped with 1
N H2SO4, and ODs were read using a Bio-Tek Instru-
ments PowerWaveX at 450 nm with background sub-
traction at 570 nm.

CD4+ T cell re-stimulation and cytokine analyses
Single-cell suspensions were generated from spleens and
mediastinal lymph nodes (MLNs) by passing the tissues
through a 70 μm nylon mesh filter (BD Biosciences) and
lymphocytes were enriched by separation with Lympho-
cyte Separation Medium (MP Biomedicals, Irvine, CA).
CD4+ T cells were isolated by positive selection using
CD4 magnetic microbeads (Miltenyi Biotec, Bergisch
Gladbach, Germany), according to the manufacturer’s
instructions. CD4+ T cells (2 × 106 cells/ml) were stimu-
lated with 100 μg/ml ova in the presence of C57BL/6
antigen presenting cells (APCs) (4 × 106 cells/ml). APCs
were obtained by splenic T cell depletion by negative
selection using Abs to CD4, CD8, and Thy-1, and

treatment with rabbit complement and mitomycin C, as
previously described [41]. Following 96 hours of stimu-
lation, supernatants were collected and analyzed by
ELISA using reagents and instructions from R&D
Systems. ODs from duplicate samples and duplicate
standards were read using a Bio-Tek Instruments
PowerWaveX at 450 nm with background subtraction at
570 nm.

Analysis of CD11c+ cells from the lung and mediastinal
lymph node (MLN)
The lung was dissociated to a single cell suspension by
mechanical disruption followed by incubation at 37°C
with 0.5 mg/ml Liberase Blendzyme 3 (Roche Applied
Science, Indianapolis, IN) and 40 μg/ml DNase for a
total of 40 minutes. Red blood cells were lysed using
0.83% ammonium chloride and the lung suspension was
filtered through a 40 μm nylon mesh membrane (BD
Biosciences, San Diego, CA). Total cells were then
counted using Advia or hemocytometer and were
stained, as described below, or used for the isolation of
CD11c+ pulmonary DCs via positive selection using
MACS columns (Miltenyi Biotec, Bergisch Gladbach,
Germany) for in vitro studies, according to the manufac-
turer’s instructions. MLN cells were dissociated by
mechanical disruption, filtered through a 40 μm nylon
mesh membrane (BD Biosciences), and stained as
described below.

Cell staining and fluorescence-activated cell scanning
(FACScan)
Lung and MLN derived cells were stained with the fol-
lowing antibodies: CD45-PO, CD11c-PETR, F4/80-Alexa
647, CD86-Alexa 647 (all from Caltag, Carlsbad, CA); I-
A/I-E-PerCP/Cy5.5 (BioLegend, San Diego, CA);
CD11b-APCcy7 and GR-1-PE (all from BD Pharmingen,
San Diego, CA). To assess maturation, cells were also
stained for CD80-PE, CD40-APC, and biotinylated
OX40L (all from BD Pharmingen). Biotinylated antibo-
dies were detected using strepavidin-PE (BD Pharmin-
gen). 1 × 106 cells were first blocked with 2.5 μg/ml Fc
block (anti-CD16/CD32, BD Pharmingen) for 30 min-
utes, washed in FACS buffer (DPBS (CellGro) with 5%
FBS (Gibco, Carlsbad, CA)), and then stained for 30
minutes in 100 μl of antibody solution at the optimal
concentration. In the case of a biotinylated primary anti-
body, cells were washed and stained with the secondary
antibody for 30 minutes. Following staining, all cells
were washed and fixed in DPBS with 5% FBS and 1%
paraformaldhehyde. Cells were analyzed on the flow cyt-
ometer 1-3 days following staining using a Becton Dick-
inson LSR II FACS equipped to distinguish as many as
7 fluorophores. Dead cells were excluded from analysis
by FSC and SSC gating.
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Oropharyngeal aspiration of ova-Alexa 647
Following exposure to 1 hour of air or 15 ppm NO2,
mice were anesthetized with inhaled isoflurane (Webster
Veterinary, Sterling, MA) and administered 50 μl of 1
μg/μl ova-Alexa 647 (Invitrogen, Carlsbad, California)
via oropharyngeal aspiration [42]. Lungs and MLNs
were taken 2 and 48 hours post exposure and processed
into single cell suspensions for flow analysis of CD11c+

cells and uptake of ova-Alexa 647.

Ex vivo co-culture of CD11c+ pulmonary cells and CD4+

T cells
CD11c+ cells from the lung (2 × 106 cells/ml) were co-
cultured with OTII CD4+ T cells (1 × 106 cells/ml) and
100 μg/ml of ova323-339 in a total volume of 200 μl/well
in a flat-bottomed 96-well tissue culture plate. After 96
hours, cell-free supernatants were collected and frozen
at -20°C. Cell-free supernatants were analyzed for the
following mediators: IL-2, IL-3, IL-4, IL-5, IL-6, IL-9,
IL-10, IL-12p40, IL-12p70, IL-13, IL-17, IFNg, IL-1a, IL-
1b, G-CSF, GM-CSF, KC, MCP-1, MIP-1a, MIP-1b,
TNFa, RANTES, and Eotaxin using Bio-Plex (Bio-Rad).

Statistical analyses
Data were analyzed by two-tailed unpaired Student’s t
test or by two-way ANOVA with Bonferroni post test.
Statistical calculations were performed using GraphPad
Prism 5 for Windows. p values smaller than 0.05 were
considered statistically significant.

Results
Depletion of CD11c+ cells prevents NO2-promoted allergic
sensitization and manifestation of an allergic asthma
phenotype
Optimal depletion of CD11c+ cells in the spleen of
CD11c-DTR mice has previously been reported to occur
between 24 and 48 hours post i.p. administration of DT,
with CD11c+ cells beginning to re-populate by 72 hours
[38]. To verify that depletion of CD11c+ cells within the
lung and MLN could be achieved in Tg+ animals follow-
ing intraperitoneal injection of DT, Tg- and Tg+ mice
were administered DT and then analyzed 24 hours later.
Single-cell suspensions from the lung were stained for
CD11c and analyzed by flow cytometry. CD11c+ cells in
the lung (Figure 1) were substantially depleted 24 hours
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Figure 1 Diphtheria toxin-mediated depletion of CD11c+ cells in the lung. Eight- to fifteen-week-old female CD11c-DTR Tg+ and Tg- mice
were administered 4ng DT/g of body weight via i.p. injection. Twenty-four hours later, lungs were harvested, digested into single-cell
suspensions, and immunostained. Total lung cells were visualized by flow cytometry (A) and CD11c+ cells from the parent gate were identified
(B). Graphs show percent CD11c+ cells from the lung (C) and total number of CD11c+ cells in the lung, calculated based on the % CD11c+ cells
multiplied by the number of cells in the single-cell suspension from the lungs (D). Values are mean ± SEM with 4 animals per group. ** denotes
p < 0.01 by Student’s t test.
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post administration of DT in CD11c-DTR Tg+ mice. We
next set out to test whether CD11c+ cells were neces-
sary during NO2-promoted allergic sensitization, and
thus if depletion of these cells during sensitization
would diminish features of allergic asthma in mice. We
adjusted our previously-published model [6] to require
only one sensitization, and thus only one administration
of DT. Tg- and Tg+ mice were administered DT via i.p.
injection on day -1 and underwent inhalation of 15 ppm
NO2 for 1 hour followed by 30 minutes of aerosolized
ova on day 0. Mice were then challenged with aeroso-
lized ova on days 14, 15, and 16 and analyzed 48 hours
later (day 18). Tg- mice exhibited features of allergic
asthma, including elevated cell counts and eosinophils
in BAL fluid, increased ova-specific IgE and IgG1 in the
serum, and secretion of Th2 and Th17 cytokines upon
re-stimulation of CD4+ T cells in vitro. Compared with
Tg- mice, Tg+ animals displayed significant decreases in
the numbers of eosinophils and lymphocytes within the
BAL (Figure 2A). In addition, when CD4+ T cells were
restimulated with APCs and ova, there were significant
decreases in the levels of IL-4, IL-5, IL-13, and IL-17
(Figure 2B-E). Despite these decrease in cytokine pro-
duction, there were no reductions in the serum levels of
ova-specific IgE or IgG1 (Figure 2F-G).

NO2 and ova exposure increases the number and
maturation status of CD11c+CD11b- cells within the lung
To understand immunological changes in the lung fol-
lowing NO2 exposure that could allow for allergic sen-
sitization in our mouse model [6], we investigated if
the CD11c+ cell populations within the lung were
increased or activated following NO2/ova exposure.
C57BL/6 mice were exposed to 1 hour of 15 ppm NO2

followed by 30 minutes of aerosolized 3.4% ova and
the lung and MLN were digested and analyzed by flow
cytometry at 2 and 48 hours. Compared to air/ova
exposed mice, bronchoalveolar lavage fluid recovered
at 2 hours from the NO2/ova-exposed mice contained
elevated levels of total protein (239.5 vs. 70.8 μg/ml; p
= 0.040), IL-6 (315.8 vs. 157.5 pg/ml; p = 0.009), and
MCP-1 (689.3 vs. 143.4 pg/ml; p = 0.026), indicative of
the effects of 1 hour of 15 ppm NO2 exposure, which
manifest in a degree of lung damage and cytokine pro-
duction similar to what we have previously reported
[6]. Since pulmonary DCs are defined by a variety of
cell surface markers, including primarily CD11c,
CD11b, and MHCII [19,22,23], we assessed the num-
ber and maturation status within two separate cell
populations that potentially contain DCs. These
include CD11c+CD11b- cells and CD11c+CD11b+ cells.
While inflammatory CD11b+Gr-1loF4/80lo DCs [22,27]
were also studied, no significant alterations in this
population were found and these data are therefore

not presented. 2 hours post NO2/ova exposure, the
number of CD11c+CD11b- cells within the lung (Figure
3A) nearly doubled compared to the air/ova control
(Figure 3B). Importantly, NO2-exposed CD11c+CD11b-

cells expressed higher levels of MHCII, CD40, and
OX40L (Figure 3C), indicating that resident CD11c+

cells matured or that newly recruited CD11c+ cells
were of a more mature phenotype. These CD11c
+CD11b- cells from air/ova- vs. NO2/ova-exposed
lungs at 2 hours were on average 29.0 ± 1.5% vs. 42.4
± 0.6% (p ≤ 0.01) MHCII+, 11.4 ± 0.09% vs. 16.3 ±
0.8% (p ≤ 0.05) CD40+, and 13.6 ± 1.2% vs. 16.3 ±
0.8% (p ≤ 0.05) OX40L+, differences that returned to
baseline levels by 48 hours. CD11c+ DCs expressing
MHCII and CD40 have been shown to have a potent
ability to cause T cell proliferation [16], while DCs
expressing OX40L have been shown to induce naïve T
cells to become Th2 polarized [43]. Thus, these
changes in the CD11c+CD11b- cell population in the
lung may have an important role in NO2-promoted
allergic sensitization.
The number of lung cells within the CD11c+CD11b+

population (Figure 4A) was not significantly altered fol-
lowing NO2 exposure (Figure 4B). These cells were on
average 81% ± 2.6% MHCII+ regardless of air or NO2

treatment or time point (data not shown). Despite
already expressing high levels of MHCII, the expression
level of the co-stimulatory molecules CD40 and CD86
did not change substantially following NO2 exposure
(Figure 4C). In fact, less than 10% of the CD11c+CD11b
+ population in the lung expressed CD40 and CD86
(data not shown). On average, 8.7% ± 2.1% of the cells
were F4/80+, or potential macrophages [21]. CD11c and
CD11b are typically expressed by myeloid DCs, the sub-
set of DCs believed to be exceptionally well-suited for
antigen presentation and activation of naïve CD4+ T
cells to become T effector cells [18]. Additionally, we
measured an increase in CD11b expression within the
CD11c+MHCII+ population in the MLN following NO2

exposure (Figure 5C), indicating that CD11c+CD11b+

cells may be particularly important in trafficking to the
lymph node and presenting antigen to T cells under
pro-inflammatory conditions.

Mature dendritic cells (CD11c+MHCII+) are present in the
mediastinal lymph node (MLN) following NO2 exposure
The lung-draining mediastinal lymph nodes (MLNs)
were pooled from 3 air/ova- or NO2/ova-exposed mice
per group. Individual analysis of the BAL from each of
these mice indicated they were all representative of their
particular exposure group. In contrast to pulmonary
macrophages, which are also CD11c+, pulmonary DCs
migrate to draining lymph nodes upon maturation
where they are able to stimulate naïve CD4+ T cells
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Figure 2 Effects of depleting CD11c+ cells during sensitization in an NO2-promoted allergic asthma model. Eight- to fifteen-week-old
female CD11c-DTR Tg+ and Tg- mice were administered 4 ng DT/g of body weight via i.p. injection on day -1. All mice then underwent
inhalation of 15 ppm NO2 for 1 hour followed by 30 minutes of aerosolized ova on day 0. All mice were challenged with aerosolized ova on
days 14, 15, and 16. Differential cell counts were measured from the BAL fluid 48 hours after the final ova challenge (A). Values shown are mean
± SEM with 8 Tg- and 5 Tg+ mice per group. CD4+ cells were isolated from spleens by positive selection on day 18 and co-cultured with
antigen presenting cells (APCs) from naïve C57BL/6J mice and 100 μg/ml ova. Conditioned medium was collected at 96 hours and analyzed for
the Th2 cytokines IL-4 (B), IL-5 (C), and IL-13 (D), and the Th17 cytokine IL-17 (E) by ELISA. No cytokines were detected in medium from APCs
cultured alone or from CD4+ T cells cultured with APCs in the absence of ova. Values shown are mean ± SEM with 4-5 mice per group. The ova-
specific immunoglobulins IgE (F) and IgG1 (G) were measured from serum collected 48 hours after the final ova challenge (day 18) by ELISA
using serum from Alum/ova-immunized mice to generate standard curves. Values shown are mean ± SEM with 7-10 mice per group. Statistics
were computed by unpaired Student’s t test. * denotes p < 0.05 and ** denotes p < 0.01 compared with respective Tg- samples.
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[13]. 2 hours following exposure to 15 ppm NO2 and
3.4% ova, there was a slight increase in CD11c+MHCII+

DCs within the MLN (3.71% to 4.17% of CD45+ cells)
(Figure 5A). At 2 hours, these CD11c+MHCII+ cells dis-
played markers indicative of maturation (Figure 5B).
However, by 48 hours post exposure to NO2 and ova,
MLN DCs displayed dramatic upregulation of the co-sti-
mulatory molecules CD80, CD86, and OX40L, consis-
tent with maturation and a phenotype capable of
inducing a T cell-mediated inflammatory response

[16,29] (Figure 5C). Furthermore, infiltrating MLN DCs
were increasingly CD11b+ at 48 hours, consistent with
the phenotype of a myeloid or inflammatory DC.

NO2-exposed pulmonary CD11c+ cells produce pro-
inflammatory cytokines and induce T cell cytokine
production ex vivo
Mature DCs have been documented to possess increased
antigen presentation capabilities, strongly inducing T
cell proliferation and cytokine production [16].
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Figure 3 Number and maturation status of lung CD11c+CD11b- cells following NO2 and ova exposure. Mice were exposed to 1 hour of
15ppm NO2 or air followed by 30 minutes of aerosolized 3.4% ova. Lungs were harvested 2 and 48 hours later, single cell suspensions were
generated and stained with antibodies, and cells were analyzed by flow cytometry. Dead cells were excluded by FSC and SSC gating and then
total lung cells were gated comparing CD11c and CD11b expression, with future analyses focusing on the CD11c+CD11b- population (bold gate,
A). The total number of CD11c+CD11b- cells within the lung was enumerated (B) and the maturation status of these cells was assessed by
median fluorescence intensity (MFI) of MHCII and the co-stimulatory molecules CD40 and OX40L 2 hours post exposure (C). NO2-exposed
animals are represented by a thick line or black bar while air-exposed animals are represented by a thin line or white bar. Grey, filled histograms
are isotype controls. Data shown are mean ± SEM with 3 animals per group and are representative of experiments performed twice. * denotes p
< 0.05 and ** denotes p < 0.01 versus air control at the same time point by unpaired Student’s t test. ^ denotes p < 0.05 and ^^ denotes p <
0.01 versus 2 hours post NO2 exposure by unpaired Student’s t test.
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Therefore, we investigated whether CD11c+ pulmonary
cells from NO2-exposed animals have increased pro-
inflammatory and T cell activating properties compared
to those from air-exposed mice. Mice were exposed to
either air or 15 ppm NO2 for one hour followed by 30
minutes of 3.4% ova. We then waited 48 hours as we
have previously reported that separating the time

between NO2 and the initial ova exposure increases sen-
sitization to ova [6]. Thus, 48 hours following NO2 and
ova exposure, CD11c+ cells were removed from total
lung digestions by positive selection and co-cultured
with naïve splenic CD4+ transgenic OTII T cells, which
possess T cell receptors specific only for the antigenic
peptide of ovalbumin, ova323-339 [39]. Since the majority

Figure 4 Number and maturation status of lung CD11c+CD11b+ cells following NO2 and ova exposure. Mice were exposed to 1 hour of
15 ppm NO2 or Air followed by 30 minutes of aerosolized 3.4% ova. Lungs were harvested 2 and 48 hours later, single cell suspensions were
generated and stained with antibodies, and cells were analyzed by flow cytometry. Dead cells were excluded by FSC and SSC gating and then
total lung cells were gated comparing CD11c and CD11b expression, with future analyses focusing on the CD11c+CD11b+ population (bold
gate, A). The total number of CD11c+CD11b+ cells within the lung was enumerated (B) and the maturation status of these cells was assessed by
expression of MHCII and the co-stimulatory molecules CD40 and CD86 48 hours post exposure (C). Maturation markers are graphed as median
fluorescence intensity (MFI). NO2-exposed animals are represented by a thick line or black bar while air-exposed animals are represented by a
thin line or white bar. Grey, filled histograms are isotype controls. Data shown are mean ± SEM with 3 animals per group and are representative
of experiments performed twice. Differences did not reach statistical significance by unpaired Student’s t test.
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Figure 5 CD11c+ dendritic cell maturation status in mediastinal lymph nodes (MLN) following NO2 and ova exposure. Mice were
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suspensions were generated and stained with antibodies, and cells were analyzed by flow cytometry. Only CD45+ MLN cells were included in
analyses. NO2-exposed animals are represented by a thick line while air-exposed animals are represented by a thin line. Grey, filled histograms
are isotype controls. CD11c+MHCII+ cells were measured as a percent of all CD45+ MLN cells (A) and were analyzed for expression of the
markers CD80, CD86, CD40, OX40L, and CD11b at 2 hours (B) and 48 hours (C) post exposure. Marker expression is shown as median
fluorescence intensity (MFI). Data shown represent MLN cells pooled from 3 animals per group and are representative of experiments performed
twice.

Hodgkins et al. Respiratory Research 2010, 11:102
http://respiratory-research.com/content/11/1/102

Page 10 of 18



of the immunostimulatory CD11c+ cells that had
engulfed the ovalbumin encountered during the inhaled
exposure were likely no longer in the lung (see figures
6C and 7C), the cells were then either cultured in vitro
with 100 μg of ova323-339 (stimulated) or in media alone
(unstimulated). The cells were co-cultured for 96 hours
and the supernatants were then analyzed for an array of
cytokines and chemokines associated with DC
activation, T cell activation, and Th2 polarization. When
comparing stimulated cells, the CD11c+ cells from NO2-
exposed animals produced significant amounts of IL-1a
and IL-1b, a Th17-polarizing cytokine [34], versus air-
exposed controls (Figure 8A). NO2-exposed CD11c+

cells also secreted increased quantities of IL-12, a Th1
polarizing cytokine, and IL-6, a Th2 polarizing cytokine
[30,31](Figure 8B). Interestingly, air-exposed and NO2-
exposed CD11c+ cells were equally capable of promoting
T cell proliferation, as measured by IL-2 production
(Figure 8C). However, the T cells co-cultured with
NO2-exposed CD11c+ cells produced significantly larger
amounts of IL-5 (Figure 8C), with no difference in IL-13
or IL-17 (Figure 8D).

NO2 induces pulmonary CD11c+ cells to capture antigen
and travel to the mediastinal lymph node
DCs are particularly well-equipped for activating T cells
as they are capable of capturing and processing antigens,
travelling to the draining lymph node, and presenting
those antigens to T cells [16,18]. Under inflammatory
conditions, DCs increase in rate of turnover and total
numbers within the lung and in transit to the draining
lymph node [44,45]. To further study DC trafficking and
maturation following NO2 exposure, Alexa 647-labeled
ova was employed [21]. To test if conventional CD11c+

DCs increase antigen uptake following NO2 exposure,
C57BL/6 mice were exposed to 1 hour of 15 ppm NO2

or air followed by oropharyngeal aspiration of ova-Alexa
647. We focused on cells expressing CD11c as these
populations displayed maturation following NO2 expo-
sure in previous studies (Figure 3). We separately ana-
lyzed CD11c+CD11b- and CD11c+CD11b+ cells, as
before, to identify differences between these two popula-
tions that contain DCs (Figure 6A). Two hours post-
exposure, pulmonary CD11c+CD11b- cells contained
increased amounts of ova-Alexa 647 in the NO2- versus
air-exposed mice (Figure 6C). At 48hours, ova-Alexa
647+ CD11c+CD11b- cells were still present in both the
air- and NO2-treated groups with equivalent retention
of labeled ova per cell (Figure 6C) despite the increased
percentage of CD11c+CD11b- cells in the lungs of NO2-
exposed animals (Figure 6B).

Figure 6 Effects of NO2 inhalation on antigen capture in CD11c
+CD11b+ lung cells in vivo. Mice were exposed to air or 15 ppm
NO2 for one hour followed by oropharyngeal aspiration of 50 μg of
ova-Alexa 647. Lungs were harvested 2 and 48 hours later, single
cell suspensions were generated and stained with antibodies, and
cells were analyzed by flow cytometry. Dead cells were excluded by
FSC and SSC gating and then total lung cells were gated
comparing CD11c and CD11b expression, with future analyses
focusing on the CD11c+CD11b+ population (bold gate, A). The
percent of CD11c+CD11b+ cells within the lung was determined (B)
and uptake of the antigen ova-Alexa 647 was quantified by median
fluorescence intensity (MFI) (C). NO2-exposed animals are
represented by a thick line while air-exposed animals are
represented by a thin line. Grey, filled histograms are naive controls
(did not receive ova-Alexa 647) (C). Data shown are mean ± SEM
with 4 animals per group and are representative of experiments
performed twice. * denotes p < 0.05 and ** denotes p < 0.01 versus
air control at the same time point by unpaired Student’s t test. ^
denotes p < 0.05 and ^^ denotes p < 0.01 versus 2 hours post NO2

exposure by unpaired Student’s t test.
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Furthermore, while the total cell numbers from the
lung were unchanged by NO2/ova, CD11c

+CD11b+ cells
increased as a percentage of total lung cells 2 hours
post NO2/ova-Alexa 647 exposure versus air control
and elevated further by 48 hours (Figure 7B). NO2 expo-
sure induced CD11c+CD11b+ cells to increase antigen
capture, as shown by a shift in the median fluorescence
intensity of ova-Alexa 647 at 2 hours compared with the
air control (Figure 7C). These CD11c+CD11b+ova-Alexa
647+ cells were diminished at 48 hours versus the air
control, potentially due to migration of this population
to the MLN (Figure 7C, 9B, C). As shown previously,
CD11c+CD11b+ cells from both air- and NO2-exposed
animals expressed high levels of MHCII (Figure 4C), but
the levels of MHCII were significantly higher on CD11c
+MHCII+ cells from NO2-exposed MLNs at 2 hours
(Figure 9D). By 48 hours, CD11c+MHCII+ cells (DCs) in
the MLN contained increased amounts of ova-Alexa 647
in NO2- versus air-exposed animals (Figure 9B, C), indi-
cating that NO2 exposure promoted antigen capture and
DC transit to the draining lymph node.

Discussion
The incidence of allergic asthma continues to rise
throughout industrialized countries and nations in tran-
sition [1], where the concentrations of air pollutants,
such as NO2, are also increasing [46,47]. Studies have
correlated an increased likelihood of developing asthma
[12] and worsening asthma symptoms [10] with high
levels of ambient NO2. Respiratory viral infections also
result in NO2 production within the lung [48,49] and
data suggest that certain severe viral infections early in
life increase the risk of developing asthma [48]. In our
previous studies, we have demonstrated that in mice,
NO2 can act as an adjuvant, promoting allergic sensiti-
zation to an innocuous inhaled antigen [6]. Therefore,
understanding the mechanisms by which NO2 promotes
inappropriate adaptive immune responses will provide
powerful insight concerning the effects of pollution and
viral infection on respiratory health, the development of
asthma, the balance between inhalational tolerance and
allergy, and potentially provide mechanistic targets for
prevention or treatment.

Figure 7 Pro-inflammatory cytokine production and induction of CD4+ T cell cytokine production ex vivo by NO2-exposed pulmonary
CD11c+ cells. Mice were exposed to air or 15 ppm NO2 for 1 hour followed by 30 minutes of aerosolized 3.4% ova. Forty-eight hours later,
CD11c+ cells were purified from lungs via positive selection and used as antigen presenting cells co-cultured with CD4+ T cells purified from the
spleen of OTII transgenic mice via positive selection. CD11c+ cells (2 × 106 cells/ml) co-cultured with T cells (1 × 106 cells/ml) were stimulated
with 100 μg/ml ova323-339 and cultured for 4 days or left unstimulated in media alone. Conditioned medium were analyzed via BioPlex for pro-
inflammatory mediators associated with CD11c+ cell activation (IL-1a and IL-1b) (A) and T cell polarization (IL-12p70 and IL-6) (B). Cytokines
associated with T cell proliferation (IL-2) (C) as well as cytokines produced by activated Th2 cells (IL-5 and IL-13) (C, D) and Th17 cells (IL-17) (D)
were measured. Data shown are mean ± SEM with 6 mice per group. * denotes p < 0.05, ** denotes p < 0.01, *** denotes p < 0.001 compared
with Air Stim as determined by one-way ANOVA with Bonferroni post test.
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CD11c+ DCs are critical in activating naïve CD4+ T
cells [16], the products of which are primarily responsi-
ble for the symptoms of allergic asthma [36,50]. Multi-
ple inhaled environmental agents have adjuvant
activities and lead to allergic sensitization, including
endotoxin [51,52], triacylated lipopeptides [53], residual
oil fly ash [54,55], diesel exhaust particles [56-58], cigar-
ette smoke [59], ultrafine particles [60], and house dust
mite [61,62]. Proposed mechanisms for this inappropri-
ate immune response promoted by environmental
agents include disruption of the epithelial barrier, lead-
ing to cytokine and chemokine production by epithelial
cells, as well as antigen access to underlying DCs [25,63]
and altered DC function [60,64-69]. Because CD11c+

DCs are crucial for mounting naïve T cell responses, we
hypothesized that eliminating CD11c+ cells during NO2-
promoted allergic sensitization would minimize features
of allergic asthma in mice. To test this hypothesis, we
utilized transgenic CD11c-DTR mice, in which tempor-
ary depletion of CD11c+ DCs is possible.
To use the CD11c-DTR mice, we adjusted our model

of NO2-promoted allergic sensitization to include only

one sensitization. Our data demonstrate that even a
single exposure to 15 ppm NO2 for 1 hour followed by
30 minutes of aerosolized ova immediately after is suf-
ficient to induce allergic sensitization to ova. Interest-
ingly, we measured substantial increases in IL-4, IL-5,
IL-13, and IL-17 from restimulated CD4+ T cells as
well as substantial increases in eosinophilia and neu-
trophilia in the BAL, indicating that our one sensitiza-
tion model polarizes CD4+ T cells down both Th2 and
Th17 pathways. These pathways overlap as the media-
tor IL-6 is important in promoting both pathways
[30-32] and was secreted at elevated levels by DCs
from NO2-exposed mice. Systemic administration of
DT to CD11c-DTR transgenic mice prior to sensitiza-
tion resulted in a decrease in the total white blood cell
count and eosinophilia in the BAL of Tg+ animals ver-
sus Tg- animals. Similar differences were measured for
cytokine production from in vitro restimulated CD4+ T
cells. Thus, systemic depletion of CD11c+ cells pro-
vides mechanistic insight into the important role of
CD11c+ cells in NO2-promoted allergic sensitization.
However, our findings suggest that while CD11c+ cells

Figure 8 Effects of NO2 inhalation on antigen capture in CD11c+CD11b- lung cells in vivo. Mice were exposed to air or 15 ppm NO2 for
one hour followed by oropharyngeal aspiration of 50 μg of ova-Alexa 647. Lungs were harvested 2 and 48 hours later, single cell suspensions
were generated and stained with antibodies, and cells were analyzed by flow cytometry. Dead cells were excluded by FSC and SSC gating and
then total lung cells were gated comparing CD11c and CD11b expression, with future analyses focusing on the CD11c+CD11b- population (bold
gate, A). The percent of CD11c+CD11b- cells within the lung was determined (B) and uptake of the antigen ova-Alexa 647 was quantified by
median fluorescence intensity (MFI) (C). NO2-exposed animals are represented by a thick line while air-exposed animals are represented by a thin
line. Grey, filled histograms are naive controls (did not receive ova-Alexa 647) (C). Data shown are mean ± SEM with 4 animals per group and
are representative of experiments performed twice. * denotes p < 0.05 and ** denotes p < 0.01 versus air control at the same time point by
unpaired Student’s t test. ^^ denotes p < 0.01 and ^^^ denotes p < 0.001 versus 2 hours post NO2 exposure by unpaired Student’s t test.
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are important in NO2-promoted allergic sensitization,
depleting these cells during sensitization does not abol-
ish all parameters of the allergic asthma phenotype, as
we were unable to measure a difference in the levels of
ovalbumin-specific immunoglobulins from the serum
of Tg+ and Tg- animals. This may be due, in part, to
the low levels of antigen-specific immunoglobulins
generated as a consequence of our modified sensitiza-
tion regimen in which mice were only exposed to
inhaled NO2 and ova on a single occasion compared
to our previously-published model that involved two
sensitizations [6]. Importantly, when DT was adminis-
tered via i.p. injection, depletion of CD11c+ cells
within the lung occurred as expected in Tg+ animals
[17]. However, this depletion does leave some CD11c+

cells present in the lung, inducing approximately an
80% decrease from 5.8% to 1% of total lung cells.

Thus, it is possible that this depletion minimizes the
initial number of naïve T cells activated, but that after
repeated exposure to antigen, clonal expansion allows
for the development of some of the features of the
Th2 response, including the expansion of the eosino-
phil population, their recruitment to the airway, and
the generation of antigen-specific immunoglobulins.
Additionally, depleting CD11c+ cells during sensitiza-
tion may alter rather than reduce the immune
response, changing the outcomes associated with sensi-
tization. However, we did not measure any qualitative
alterations in the type of immune response provoked
in the CD11c-DTR Tg+ mice.
It is important to consider other CD11c+ cell popula-

tions in addition to mDCs that are also affected by DT
administration to Tg+ animals. Plasmacytoid DCs
(pDCs) and alveolar macrophages also express CD11c,

Figure 9 Effects of NO2 inhalation on antigen-containing dendritic cells in the mediastinal lymph node. Mice were exposed to air or 15
ppm NO2 for 1 hour followed by oropharyngeal aspiration of 50 μg of ova-Alexa 647. MLN were harvested 2 and 48 hours later, single cell
suspensions were generated and stained with antibodies, and cells were analyzed by flow cytometry. CD11c+MHCII+ cells (DCs) were gated as a
percentage of CD45+ cells in the MLN (A). DC retention of the antigen ova-Alexa 647 was quantified by the median fluorescence intensity (MFI)
of Alexa 647 (B). The histogram represents ova-Alexa 647 retention at 48 hours post exposure (C). NO2-exposed animals are represented by a
thick line while air-exposed animals are represented by a thin line. Grey, filled histograms are naive controls (did not receive ova-Alexa 647) (C).
The maturation status of the DC population was assessed by expression of MHCII (D). Data shown are mean ± SEM with 4 animals per group
and are representative of experiments performed twice. * denotes p < 0.05 versus air control at the same time point by unpaired Student’s t
test. ^ denotes p < 0.05 versus 2 hours post NO2 exposure by unpaired Student’s t test.
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albeit to a lesser extent than mDCs [21]. Plasmacytoid
DCs promote tolerance by decreasing the capability of
myeloid DCs to induce T cell proliferation as well as
promoting CD4+ T regulatory cell proliferation [26].
Thus, by depleting CD11c+ cells within the lung, deple-
tion of both pro-inflammatory mDCs as well as anti-
inflammatory pDCs occurs. Despite this caveat, CD11c-
DTR mice have revealed the importance of CD11c+ cells
in promoting allergic sensitization in other models.
Our current studies demonstrate that one mechanism by

which NO2 may act as an adjuvant is through the activa-
tion and recruitment of pulmonary CD11c+ DCs, a cell
type believed to act as the bridge between innate and
adaptive immunity [25]. We measured increased numbers
of CD11c+CD11b- cells and minimal changes in CD11c
+CD11b+ cells in the lungs 2 hours following NO2 expo-
sure, all of which have the potential to be DCs. Other
adjuvants have been shown to work similarly, including
the well known adjuvant alum, which causes the recruit-
ment of inflammatory DCs to the site of injection (perito-
neum) and subsequently to the draining lymph nodes [22].
Additionally, the CD11c+CD11b- population in the lung
significantly upregulated expression of MHCII, CD40, and
OX40L 2 hours post-NO2, thereby enhancing its capability
for antigen presentation and providing co-stimulation to
promote Th2 responses. Myeloid DCs pulsed with ova
and administered directly into mouse lungs also result in
allergic sensitization to ova, indicating that these cells have
the capability to induce T cell responses [24]. Further-
more, our data demonstrate that inhalation of 15 ppm
NO2 for just 1 hour is sufficient to induce the production
of MCP-1 within the lung, a chemokine associated with
DC recruitment [70]. IL-6 is also increased in the BAL
fluid 2 hours following NO2 exposure, which can induce a
Th2 polarized environment [31].
From NO2-exposed mice, we measured increased pro-

tein in the BAL, indicative of cellular damage that may
promote the activation of epithelial cells capable of
secreting factors such as IL-6 [71] and other pro-inflam-
matory mediators [25]. Agents that cause damage to the
lung epithelium, such as the proteases produced by
house dust mites, have been shown to promote allergic
sensitization through allowing access of the antigens to
resident antigen presenting cells and inducing cytokine
and chemokine production from epithelial cells [63].
Previous findings have demonstrated that 10 ppm NO2

induces the release of intracellular molecules such as
HSP70 [6], which can act as an endogenous danger sig-
nal [72] and activate the transcription factor NF-�B, a
key modulator in both innate and adaptive immune
responses. Interestingly, NF-�B is capable of inducing
IL-6 and MCP-1 gene expression [73] and is activated
following NO2 exposure [6], providing a potential
mechanism by which NO2 promotes CD11c+ pulmonary

cell activation and Th2 polarization. Our in vitro co-cul-
ture data indicate than an effect of NO2 solely on lung
DCs is insufficient to explain the creation of a Th2/
Th17-polarizing environment in the lung. In vivo, addi-
tional cell types, including epithelium, contribute to the
effects of NO2 inhalation on CD4+ T cell polarization.
We have recently reported that NF-�B activation in the
airway epithelium, as is also induced by NO2 exposure
[6,74], is sufficient to activate mediastinal lymph node
DCs and to promote a mixed Th2/Th17 response to an
innocuous inhaled antigen [75].
Allergic asthma is primarily dependent upon the activ-

ities of CD4+ T cells [2]. CD11c+ DCs regulate the initia-
tion of naïve CD4+ T cell responses in multiple ways,
including carrying antigens to the draining lymph node,
processing and presenting these antigens, providing co-
stimulation, and secreting cytokines [16]. In our studies,
CD11c+ pulmonary cells secreted increased amounts of
IL-1a, IL-1b, IL-12p70 and IL-6 ex vivo following NO2

exposure, demonstrating that these cells alone produce
pro-inflammatory mediators. When co-cultured with
CD4+ OTII cells, NO2-exposed pulmonary CD11c+ cells
promoted the production of IL-5 from OTII cells more
so than air-exposed controls, implicating that NO2-
exposed CD11c+ cells induced increased Th2 cell activity.
Although we measured increases in Th1- (IL-12p70),
Th2- (IL-6), and Th17-(IL-1) polarizing cytokines, it is
important to remember that these co-cultures did not
include epithelial cells. It is likely that epithelial cells also
influence the outcome of DC and CD4+ T cell interac-
tions, as epithelial cells are capable of secreting multiple
mediators that affect T cell polarization, promoting the
development of a Th2 immune response [25]. This may
also be one of the reasons why we observed no differ-
ences in the secretion of IL-17 by the CD4+ T cells co-
cultured with DCs from NO2-exposed mice compared to
those from the air-exposed mice.
NO2 exposure also caused pulmonary CD11c+CD11b-

and CD11c+CD11b+ cells to increase antigen capture
and trafficking to the draining lymph node, increasing
the opportunity for a T cell response. Interestingly, 2
hours following NO2, both CD11c+CD11b- and CD11c
+CD11b+ cells within the lung contained increased
amounts of ova-Alexa 647, but by 48 hours contained
equal (CD11c+CD11b-) or lower (CD11c+CD11b+)
amounts of ova-Alexa 647 than air controls. Also at 48
hours, CD11c+MHCII+ cells containing ova-Alexa 647
increased in the MLN, indicating that NO2 inhalation
induced trafficking of these cells to the MLN.

Conclusions
Collectively, the results of the studies presented herein
demonstrate that CD11c+ cells, which include conven-
tional DCs, are critical in NO2-promoted allergic

Hodgkins et al. Respiratory Research 2010, 11:102
http://respiratory-research.com/content/11/1/102

Page 15 of 18



sensitization, as depletion of these cells only during sen-
sitization diminished multiple features of allergic asthma
in mice. NO2 inhalation significantly impacts pulmonary
CD11c+ cells, as shown by increased cytokine produc-
tion, upregulation of maturation markers, increased
antigen uptake, and improved ability to stimulate naïve
T cells, all of which occur in a temporally-coordinated
manner. Future work will be required to identify critical
mediators of these effects through the use of neutraliz-
ing antibodies and knockout mice, as well as by further
refining the direct or indirect effects of NO2 on specific
subsets of pulmonary DCs, including the CD103+ popu-
lation that expresses adherens junction proteins and
interacts closely with the epithelial cells at the interface
of the airway with the external environment [76]. Addi-
tionally, we currently cannot exclude the possibility that
other factors affected by NO2 exposure, such as the pH
of the airway surface lining fluid and oxidation/nitration
events within proteins [77-79], may play a role in the
adjuvant effects of NO2. Understanding the mechanisms
underlying the inappropriate T cell activation induced
following exposure to environmental pollutants or endo-
genously-generated oxidant gasses, such as NO2, will
provide insight to allergic sensitization as it occurs in
humans, providing further understanding of the causes
of allergic asthma.

List of Abbreviations
APC: antigen-presenting cell; BAL: bronchoalveolar lavage; CD: cluster of
differentiation; DC: dendritic cell; DT: diphtheria toxin; DTR: diphtheria toxin
receptor; IL: interleukin; MHCII: major histocompatability complex class 2;
MLN: mediastinal lymph node; NO2: nitrogen dioxide; ova: ovalbumin; ppm:
parts per million; Tg+: transgenic; Tg-: transgene negative; Th: T helper.

Acknowledgements
The authors thank Dr. Karen Fortner (UVM College of Medicine,
Immunobiology) and Colette Charland, Director of the University of
Vermont’s Immunobiology Flow Cytometry Core, for helpful discussions and
reagent recommendations. This work was supported by R01 HL089177
(MEP), NCRR COBRE P20RR15557 (LAWL), R01 HL084200 (BTS), and R01
AI067897 (JEB).

Author details
1The Vermont Lung Center and Department of Medicine, University of
Vermont, Burlington, VT, 05405, USA. 2Department of Surgery, University of
Vermont, Burlington, VT, 05405, USA.

Authors’ contributions
SRH designed the experiments, executed the studies, and drafted the
manuscript. JLA bred, genotyped, and maintained mice for the studies. SAP
and JLA assisted with cell staining for flow cytometry. LAWL assisted with
study design and cell staining. BTS and JEB assisted with analysis of flow
cytomentry data. MEP conceived of the studies, coordinated their execution,
and revised the manuscript. All authors read and approved the final
manuscript.

Competing interests
The authors declare that they have no competing interests.

Received: 15 March 2010 Accepted: 26 July 2010
Published: 26 July 2010

References
1. Mannino DM, Homa DM, Pertowski CA, Ashizawa A, Nixon LL, Johnson CA,

Ball LB, Jack E, Kang DS: Surveillance for asthma–United States, 1960-
1995. MMWR CDC Surveill Summ 1998, 47(1):1-27.

2. Herrick CA, Bottomly K: To respond or not to respond: T cells in allergic
asthma. Nat Rev Immunol 2003, 3(5):405-412.

3. Al-Ramli W, Prefontaine D, Chouiali F, Martin JG, Olivenstein R, Lemiere C,
Hamid Q: T(H)17-associated cytokines (IL-17A and IL-17F) in severe
asthma. J Allergy Clin Immunol 2009, 123(5):1185-1187.

4. McKinley L, Alcorn JF, Peterson A, Dupont RB, Kapadia S, Logar A, Henry A,
Irvin CG, Piganelli JD, Ray A, et al: TH17 cells mediate steroid-resistant
airway inflammation and airway hyperresponsiveness in mice. J Immunol
2008, 181(6):4089-4097.

5. Alcorn JF, Crowe CR, Kolls JK: TH17 cells in asthma and COPD. Annu Rev
Physiol 2010, 72:495-516.

6. Bevelander M, Mayette J, Whittaker LA, Paveglio SA, Jones CC, Robbins J,
Hemenway D, Akira S, Uematsu S, Poynter ME: Nitrogen dioxide promotes
allergic sensitization to inhaled antigen. J Immunol 2007,
179(6):3680-3688.

7. Dykewicz MS: Occupational asthma: current concepts in pathogenesis,
diagnosis, and management. J Allergy Clin Immunol 2009, 123(3):519-528.

8. Beelen R, Hoek G, van den Brandt PA, Goldbohm RA, Fischer P,
Schouten LJ, Jerrett M, Hughes E, Armstrong B, Brunekreef B: Long-term
effects of traffic-related air pollution on mortality in a Dutch cohort
(NLCS-AIR study). Environ Health Perspect 2008, 116(2):196-202.

9. Poynter ME, Persinger RL, Irvin CG, Butnor KJ, van Hirtum H, Blay W,
Heintz NH, Robbins J, Hemenway D, Taatjes DJ, et al: Nitrogen dioxide
enhances allergic airway inflammation and hyperresponsiveness in the
mouse. Am J Physiol Lung Cell Mol Physiol 2006, 290(1):L144-152.

10. Kattan M, Gergen PJ, Eggleston P, Visness CM, Mitchell HE: Health effects
of indoor nitrogen dioxide and passive smoking on urban asthmatic
children. J Allergy Clin Immunol 2007, 120(3):618-624.

11. Pattenden S, Hoek G, Braun-Fahrlander C, Forastiere F, Kosheleva A,
Neuberger M, Fletcher T: NO2 and children’s respiratory symptoms in the
PATY study. Occup Environ Med 2006, 63(12):828-835.

12. Gauderman WJ, Avol E, Lurmann F, Kuenzli N, Gilliland F, Peters J,
McConnell R: Childhood asthma and exposure to traffic and nitrogen
dioxide. Epidemiology 2005, 16(6):737-743.

13. Vermaelen KY, Carro-Muino I, Lambrecht BN, Pauwels RA: Specific
migratory dendritic cells rapidly transport antigen from the airways to
the thoracic lymph nodes. J Exp Med 2001, 193(1):51-60.

14. Vermaelen K, Pauwels R: Pulmonary dendritic cells. Am J Respir Crit Care
Med 2005, 172(5):530-551.

15. Holt PG, Strickland DH, Wikstrom ME, Jahnsen FL: Regulation of
immunological homeostasis in the respiratory tract. Nat Rev Immunol
2008, 8(2):142-152.

16. Banchereau J, Steinman RM: Dendritic cells and the control of immunity.
Nature 1998, 392(6673):245-252.

17. van Rijt LS, Jung S, Kleinjan A, Vos N, Willart M, Duez C, Hoogsteden HC,
Lambrecht BN: In vivo depletion of lung CD11c+ dendritic cells during
allergen challenge abrogates the characteristic features of asthma. J Exp
Med 2005, 201(6):981-991.

18. Shortman K, Liu YJ: Mouse and human dendritic cell subtypes. Nat Rev
Immunol 2002, 2(3):151-161.

19. Lewkowich IP, Lajoie S, Clark JR, Herman NS, Sproles AA, Wills-Karp M:
Allergen uptake, activation, and IL-23 production by pulmonary myeloid
DCs drives airway hyperresponsiveness in asthma-susceptible mice. PLoS
ONE 2008, 3(12):e3879.

20. Akdis M, Verhagen J, Taylor A, Karamloo F, Karagiannidis C, Crameri R,
Thunberg S, Deniz G, Valenta R, Fiebig H, et al: Immune responses in
healthy and allergic individuals are characterized by a fine balance
between allergen-specific T regulatory 1 and T helper 2 cells. J Exp Med
2004, 199(11):1567-1575.

21. Wikstrom ME, Stumbles PA: Mouse respiratory tract dendritic cell subsets
and the immunological fate of inhaled antigens. Immunol Cell Biol 2007,
85(3):182-188.

22. Kool M, Soullie T, van Nimwegen M, Willart MA, Muskens F, Jung S,
Hoogsteden HC, Hammad H, Lambrecht BN: Alum adjuvant boosts
adaptive immunity by inducing uric acid and activating inflammatory
dendritic cells. J Exp Med 2008, 205(4):869-882.

Hodgkins et al. Respiratory Research 2010, 11:102
http://respiratory-research.com/content/11/1/102

Page 16 of 18

http://www.ncbi.nlm.nih.gov/pubmed/9580746?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9580746?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12766762?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12766762?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19361847?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19361847?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18768865?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18768865?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20148686?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17785804?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17785804?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19281900?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19281900?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18288318?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18288318?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18288318?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16085673?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16085673?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16085673?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17582483?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17582483?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17582483?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17135449?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17135449?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17135449?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16222162?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16222162?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11136820?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11136820?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11136820?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15879415?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18204469?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18204469?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9521319?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15781587?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15781587?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11913066?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19060952?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19060952?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15173208?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15173208?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15173208?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17262055?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17262055?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18362170?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18362170?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18362170?dopt=Abstract


23. Vermaelen K, Pauwels R: Accurate and simple discrimination of mouse
pulmonary dendritic cell and macrophage populations by flow
cytometry: methodology and new insights. Cytometry A 2004,
61(2):170-177.

24. Lambrecht BN, De Veerman M, Coyle AJ, Gutierrez-Ramos JC, Thielemans K,
Pauwels RA: Myeloid dendritic cells induce Th2 responses to inhaled
antigen, leading to eosinophilic airway inflammation. J Clin Invest 2000,
106(4):551-559.

25. Hammad H, Lambrecht BN: Dendritic cells and epithelial cells: linking
innate and adaptive immunity in asthma. Nat Rev Immunol 2008,
8(3):193-204.

26. de Heer HJ, Hammad H, Soullie T, Hijdra D, Vos N, Willart MA,
Hoogsteden HC, Lambrecht BN: Essential role of lung plasmacytoid
dendritic cells in preventing asthmatic reactions to harmless inhaled
antigen. J Exp Med 2004, 200(1):89-98.

27. Randolph GJ, Inaba K, Robbiani DF, Steinman RM, Muller WA:
Differentiation of phagocytic monocytes into lymph node dendritic cells
in vivo. Immunity 1999, 11(6):753-761.

28. Deurloo DT, van Berkel MA, van Esch BC, Hofhuis F, Nijkamp FP,
Oosterwegel MA, van Oosterhout AJ: CD28/CTLA4 double deficient mice
demonstrate crucial role for B7 co-stimulation in the induction of
allergic lower airways disease. Clin Exp Allergy 2003, 33(9):1297-1304.

29. Hoshino A, Tanaka Y, Akiba H, Asakura Y, Mita Y, Sakurai T, Takaoka A,
Nakaike S, Ishii N, Sugamura K, et al: Critical role for OX40 ligand in the
development of pathogenic Th2 cells in a murine model of asthma. Eur
J Immunol 2003, 33(4):861-869.

30. Krishnamoorthy N, Oriss TB, Paglia M, Fei M, Yarlagadda M,
Vanhaesebroeck B, Ray A, Ray P: Activation of c-Kit in dendritic cells
regulates T helper cell differentiation and allergic asthma. Nat Med 2008,
14(5):565-573.

31. Rincon M, Anguita J, Nakamura T, Fikrig E, Flavell RA: Interleukin (IL)-6
directs the differentiation of IL-4-producing CD4+ T cells. J Exp Med 1997,
185(3):461-469.

32. Bettelli E, Carrier Y, Gao W, Korn T, Strom TB, Oukka M, Weiner HL,
Kuchroo VK: Reciprocal developmental pathways for the generation of
pathogenic effector TH17 and regulatory T cells. Nature 2006,
441(7090):235-238.

33. Veldhoen M, Hocking RJ, Atkins CJ, Locksley RM, Stockinger B: TGFbeta in
the context of an inflammatory cytokine milieu supports de novo
differentiation of IL-17-producing T cells. Immunity 2006, 24(2):179-189.

34. Sutton C, Brereton C, Keogh B, Mills KH, Lavelle EC: A crucial role for
interleukin (IL)-1 in the induction of IL-17-producing T cells that mediate
autoimmune encephalomyelitis. J Exp Med 2006, 203(7):1685-1691.

35. Macatonia SE, Hosken NA, Litton M, Vieira P, Hsieh CS, Culpepper JA,
Wysocka M, Trinchieri G, Murphy KM, O’Garra A: Dendritic cells produce IL-
12 and direct the development of Th1 cells from naive CD4+ T cells. J
Immunol 1995, 154(10):5071-5079.

36. Lambrecht BN, Hammad H: Taking our breath away: dendritic cells in the
pathogenesis of asthma. Nat Rev Immunol 2003, 3(12):994-1003.

37. Brocker T, Riedinger M, Karjalainen K: Targeted expression of major
histocompatibility complex (MHC) class II molecules demonstrates that
dendritic cells can induce negative but not positive selection of
thymocytes in vivo. J Exp Med 1997, 185(3):541-550.

38. Jung S, Unutmaz D, Wong P, Sano G, De los Santos K, Sparwasser T, Wu S,
Vuthoori S, Ko K, Zavala F, et al: In vivo depletion of CD11c(+) dendritic
cells abrogates priming of CD8(+) T cells by exogenous cell-associated
antigens. Immunity 2002, 17(2):211-220.

39. Barnden MJ, Allison J, Heath WR, Carbone FR: Defective TCR expression in
transgenic mice constructed using cDNA-based alpha- and beta-chain
genes under the control of heterologous regulatory elements. Immunol
Cell Biol 1998, 76(1):34-40.

40. Poynter ME, Irvin CG, Janssen-Heininger YM: Rapid activation of nuclear
factor-kappaB in airway epithelium in a murine model of allergic airway
inflammation. Am J Pathol 2002, 160(4):1325-1334.

41. Allard JB, Poynter ME, Marr KA, Cohn L, Rincon M, Whittaker LA: Aspergillus
fumigatus generates an enhanced Th2-biased immune response in mice
with defective cystic fibrosis transmembrane conductance regulator. J
Immunol 2006, 177(8):5186-5194.

42. Foster WM, Walters DM, Longphre M, Macri K, Miller LM: Methodology for
the measurement of mucociliary function in the mouse by scintigraphy.
J Appl Physiol 2001, 90(3):1111-1117.

43. Ito T, Wang YH, Duramad O, Hori T, Delespesse GJ, Watanabe N, Qin FX,
Yao Z, Cao W, Liu YJ: TSLP-activated dendritic cells induce an
inflammatory T helper type 2 cell response through OX40 ligand. J Exp
Med 2005, 202(9):1213-1223.

44. Jahnsen FL, Moloney ED, Hogan T, Upham JW, Burke CM, Holt PG: Rapid
dendritic cell recruitment to the bronchial mucosa of patients with
atopic asthma in response to local allergen challenge. Thorax 2001,
56(11):823-826.

45. Jahnsen FL, Strickland DH, Thomas JA, Tobagus IT, Napoli S, Zosky GR,
Turner DJ, Sly PD, Stumbles PA, Holt PG: Accelerated antigen sampling
and transport by airway mucosal dendritic cells following inhalation of a
bacterial stimulus. J Immunol 2006, 177(9):5861-5867.

46. Richter A, Burrows JP, Nuss H, Granier C, Niemeier U: Increase in
tropospheric nitrogen dioxide over China observed from space. Nature
2005, 437(7055):129-132.

47. Chen B, Kan H: Air pollution and population health: a global challenge.
Environ Health Prev Med 2008, 13(2):94-101.

48. Hansbro NG, Horvat JC, Wark PA, Hansbro PM: Understanding the
mechanisms of viral induced asthma: New therapeutic directions.
Pharmacol Ther 2008, 117(3):313-353.

49. Kato M, Hayashi Y, Kimura H: Oxygen radicals in inflammation and allergy
related to viral infections. Curr Drug Targets Inflamm Allergy 2005,
4(4):497-501.

50. Corry DB, Grunig G, Hadeiba H, Kurup VP, Warnock ML, Sheppard D,
Rennick DM, Locksley RM: Requirements for allergen-induced airway
hyperreactivity in T and B cell-deficient mice. Mol Med 1998, 4(5):344-355.

51. Eisenbarth SC, Piggott DA, Huleatt JW, Visintin I, Herrick CA, Bottomly K:
Lipopolysaccharide-enhanced, toll-like receptor 4-dependent T helper
cell type 2 responses to inhaled antigen. J Exp Med 2002,
196(12):1645-1651.

52. Wilson RH, Whitehead GS, Nakano H, Free ME, Kolls JK, Cook DN: Allergic
sensitization through the airway primes Th17-dependent neutrophilia
and airway hyperresponsiveness. Am J Respir Crit Care Med 2009,
180(8):720-730.

53. Redecke V, Hacker H, Datta SK, Fermin A, Pitha PM, Broide DH, Raz E:
Cutting edge: activation of Toll-like receptor 2 induces a Th2 immune
response and promotes experimental asthma. J Immunol 2004,
172(5):2739-2743.

54. Lambert AL, Dong W, Selgrade MK, Gilmour MI: Enhanced allergic
sensitization by residual oil fly ash particles is mediated by soluble
metal constituents. Toxicol Appl Pharmacol 2000, 165(1):84-93.

55. Lambert AL, Dong W, Winsett DW, Selgrade MK, Gilmour MI: Residual oil
fly ash exposure enhances allergic sensitization to house dust mite.
Toxicol Appl Pharmacol 1999, 158(3):269-277.

56. Diaz-Sanchez D, Garcia MP, Wang M, Jyrala M, Saxon A: Nasal challenge
with diesel exhaust particles can induce sensitization to a neoallergen in
the human mucosa. J Allergy Clin Immunol 1999, 104(6):1183-1188.

57. Whitekus MJ, Li N, Zhang M, Wang M, Horwitz MA, Nelson SK, Horwitz LD,
Brechun N, Diaz-Sanchez D, Nel AE: Thiol antioxidants inhibit the adjuvant
effects of aerosolized diesel exhaust particles in a murine model for
ovalbumin sensitization. J Immunol 2002, 168(5):2560-2567.

58. Samuelsen M, Nygaard UC, Lovik M: Allergy adjuvant effect of particles
from wood smoke and road traffic. Toxicology 2008, 246(2-3):124-131.

59. Trimble NJ, Botelho FM, Bauer CM, Fattouh R, Stampfli MR: Adjuvant and
anti-inflammatory properties of cigarette smoke in murine allergic
airway inflammation. Am J Respir Cell Mol Biol 2009, 40(1):38-46.

60. de Haar C, Hassing I, Bol M, Bleumink R, Pieters R: Ultrafine carbon black
particles cause early airway inflammation and have adjuvant activity in
a mouse allergic airway disease model. Toxicol Sci 2005, 87(2):409-418.

61. Clarke AH, Thomas WR, Rolland JM, Dow C, O’Brien RM: Murine allergic
respiratory responses to the major house dust mite allergen Der p 1. Int
Arch Allergy Immunol 1999, 120(2):126-134.

62. Hammad H, Charbonnier AS, Duez C, Jacquet A, Stewart GA, Tonnel AB,
Pestel J: Th2 polarization by Der p 1–pulsed monocyte-derived dendritic
cells is due to the allergic status of the donors. Blood 2001,
98(4):1135-1141.

63. Wong CK, Li ML, Wang CB, Ip WK, Tian YP, Lam CW: House dust mite
allergen Der p 1 elevates the release of inflammatory cytokines and
expression of adhesion molecules in co-culture of human eosinophils
and bronchial epithelial cells. Int Immunol 2006, 18(8):1327-1335.

Hodgkins et al. Respiratory Research 2010, 11:102
http://respiratory-research.com/content/11/1/102

Page 17 of 18

http://www.ncbi.nlm.nih.gov/pubmed/15382026?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15382026?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15382026?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10953030?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10953030?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18301423?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18301423?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15238608?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15238608?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15238608?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10626897?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10626897?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12956753?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12956753?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12956753?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12672051?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12672051?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18454155?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18454155?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9053446?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9053446?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16648838?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16648838?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16473830?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16473830?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16473830?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16818675?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16818675?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16818675?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7730613?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7730613?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14647481?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14647481?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9053454?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9053454?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9053454?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9053454?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12196292?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12196292?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12196292?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9553774?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9553774?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9553774?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11943717?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11943717?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11943717?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17015704?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17015704?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17015704?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11181627?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11181627?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16275760?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16275760?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11641504?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11641504?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11641504?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17056510?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17056510?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17056510?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16136141?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16136141?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19568887?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18234348?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18234348?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16101528?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16101528?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9642684?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9642684?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12486107?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12486107?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19661246?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19661246?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19661246?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14978071?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14978071?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10814556?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10814556?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10814556?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10438660?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10438660?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10588999?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10588999?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10588999?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11859152?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11859152?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11859152?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18289765?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18289765?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18635815?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18635815?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18635815?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16014737?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16014737?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16014737?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10545766?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10545766?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11493462?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11493462?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16798840?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16798840?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16798840?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16798840?dopt=Abstract


64. Bleck B, Tse DB, Curotto de Lafaille MA, Zhang F, Reibman J: Diesel exhaust
particle-exposed human bronchial epithelial cells induce dendritic cell
maturation and polarization via thymic stromal lymphopoietin. J Clin
Immunol 2008, 28(2):147-156.

65. Bleck B, Tse DB, Jaspers I, Curotto de Lafaille MA, Reibman J: Diesel exhaust
particle-exposed human bronchial epithelial cells induce dendritic cell
maturation. J Immunol 2006, 176(12):7431-7437.

66. Chan RC, Wang M, Li N, Yanagawa Y, Onoe K, Lee JJ, Nel AE: Pro-oxidative
diesel exhaust particle chemicals inhibit LPS-induced dendritic cell
responses involved in T-helper differentiation. J Allergy Clin Immunol
2006, 118(2):455-465.

67. de Haar C, Kool M, Hassing I, Bol M, Lambrecht BN, Pieters R: Lung
dendritic cells are stimulated by ultrafine particles and play a key role in
particle adjuvant activity. J Allergy Clin Immunol 2008, 121(5):1246-1254.

68. Koike E, Kobayashi T: Ozone exposure enhances antigen-presenting
activity of interstitial lung cells in rats. Toxicology 2004, 196(3):217-227.

69. Porter M, Karp M, Killedar S, Bauer SM, Guo J, Williams D, Breysse P,
Georas SN, Williams MA: Diesel-enriched particulate matter functionally
activates human dendritic cells. Am J Respir Cell Mol Biol 2007,
37(6):706-719.

70. Stumbles PA, Strickland DH, Pimm CL, Proksch SF, Marsh AM, McWilliam AS,
Bosco A, Tobagus I, Thomas JA, Napoli S, et al: Regulation of dendritic cell
recruitment into resting and inflamed airway epithelium: use of
alternative chemokine receptors as a function of inducing stimulus.
J Immunol 2001, 167(1):228-234.

71. Malavia NK, Raub CB, Mahon SB, Brenner M, Panettieri RA Jr, George SC:
Airway Epithelium Stimulates Smooth Muscle Proliferation. Am J Respir
Cell Mol Biol 2009, 41(3):297-304.

72. Vabulas RM, Ahmad-Nejad P, Ghose S, Kirschning CJ, Issels RD, Wagner H:
HSP70 as endogenous stimulus of the Toll/interleukin-1 receptor signal
pathway. J Biol Chem 2002, 277(17):15107-15112.

73. O’Neill LA, Kaltschmidt C: NF-kappa B: a crucial transcription factor for
glial and neuronal cell function. Trends Neurosci 1997, 20(6):252-258.

74. Ather JL, Alcorn JF, Brown AL, Guala AS, Suratt BT, Janssen-Heininger YM,
Poynter ME: Distinct Functions of Airway Epithelial NF-{kappa}B Activity
Regulate Nitrogen Dioxide-induced Acute Lung Injury. Am J Respir Cell
Mol Biol 2009.

75. Ather JL, Hodgkins SR, Janssen-Heininger YM, Poynter ME: Airway Epithelial
NF-{kappa}B Activation Promotes Allergic Sensitization to an Innocuous
Inhaled Antigen. Am J Respir Cell Mol Biol 2010.

76. Sung SS, Fu SM, Rose CE Jr, Gaskin F, Ju ST, Beaty SR: A major lung CD103
(alphaE)-beta7 integrin-positive epithelial dendritic cell population
expressing Langerin and tight junction proteins. J Immunol 2006,
176(4):2161-2172.

77. Kaminsky DA, van der Vliet A, Janssen-Heininger Y: Reactive nitrogen
species in refractory asthma: markers or players? J Allergy Clin Immunol
2008, 121(2):338-340.

78. Persinger RL, Poynter ME, Ckless K, Janssen-Heininger YM: Molecular
mechanisms of nitrogen dioxide induced epithelial injury in the lung.
Mol Cell Biochem 2002, 234-235(1-2):71-80.

79. Postlethwait EM, Bidani A: Mechanisms of pulmonary NO2 absorption.
Toxicology 1994, 89(3):217-237.

doi:10.1186/1465-9921-11-102
Cite this article as: Hodgkins et al.: NO2 inhalation induces maturation
of pulmonary CD11c+ cells that promote antigenspecific CD4+ T cell
polarization. Respiratory Research 2010 11:102.

Submit your next manuscript to BioMed Central
and take full advantage of: 

• Convenient online submission

• Thorough peer review

• No space constraints or color figure charges

• Immediate publication on acceptance

• Inclusion in PubMed, CAS, Scopus and Google Scholar

• Research which is freely available for redistribution

Submit your manuscript at 
www.biomedcentral.com/submit

Hodgkins et al. Respiratory Research 2010, 11:102
http://respiratory-research.com/content/11/1/102

Page 18 of 18

http://www.ncbi.nlm.nih.gov/pubmed/18049884?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18049884?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18049884?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16751388?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16751388?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16751388?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16890772?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16890772?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16890772?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18313130?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18313130?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18313130?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15036748?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15036748?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17630318?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17630318?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11418653?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11418653?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11418653?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19151317?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11842086?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11842086?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9185306?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9185306?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19901348?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19901348?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20581095?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20581095?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20581095?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16455972?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16455972?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16455972?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18269925?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18269925?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12162462?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12162462?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8023330?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8023330?dopt=Abstract

	Abstract
	Background
	Methods
	Results
	Conclusions

	Background
	Methods
	Mice
	In vivo NO2 and ovalbumin exposures
	NO2-promoted allergic sensitization model
	Administration of diphtheria toxin
	Bronchoalveolar lavage (BAL)
	Ova-specific IgE and IgG1 quantification
	CD4+ T cell re-stimulation and cytokine analyses
	Analysis of CD11c+ cells from the lung and mediastinal lymph node (MLN)
	Cell staining and fluorescence-activated cell scanning (FACScan)
	Oropharyngeal aspiration of ova-Alexa 647
	Ex vivo co-culture of CD11c+ pulmonary cells and CD4+ T cells
	Statistical analyses

	Results
	Depletion of CD11c+ cells prevents NO2-promoted allergic sensitization and manifestation of an allergic asthma phenotype
	NO2 and ova exposure increases the number and maturation status of CD11c+CD11b- cells within the lung
	Mature dendritic cells (CD11c+MHCII+) are present in the mediastinal lymph node (MLN) following NO2 exposure
	NO2-exposed pulmonary CD11c+ cells produce pro-inflammatory cytokines and induce T cell cytokine production ex vivo
	NO2 induces pulmonary CD11c+ cells to capture antigen and travel to the mediastinal lymph node

	Discussion
	Conclusions
	Acknowledgements
	Author details
	Authors' contributions
	Competing interests
	References

